We determined total enolase activity by bioluminescence (3). Enolase isoenzymes were electrophoretically separated on cellulose acetate plates as previously described (2). We confirmed routinely the enolase nature of all the electrophoretic bands by their disappearance in the absence of the enolase substrate, 2-phosphoglycerate, from the detection medium.
. As much as 19% of enolase activity in the total suspension and the sediment was ascribable to band P in the untreated control; however, as expected, there was no band P in the supernate of any of the fractions after the above three treatments.
These results suggested that band P was indeed due to unbroken platelets and that its disappearance after the above treatments was the result of lysis of platelets, liberating the intracellular isoenzymes aa, a',', and y',,.
The following experiment was performed to confirm directly the release of enolase isoenzymes from band P. We applied a sample of platelet suspension in the middle of a cellulose acetate plate ( Figure   3 , plate A) and placed three other similar samples on a second plate (plate B). Electrophoresis for 8 mm would allow any free emolase isoemzymes in the samples to migrate away from band P. (2) . In this manner, only the isoenzymes derived from band P would form a complex with the antibodies, and then only if they were composed of a and (or) y subunits.
The second electrophoretic step would separate the isoenzymes of band P and identify them by the effects produced by their specific interaction with the antibodies. As . We conclud that bands 2 and 4 were derived from band P and constitu ed the enolase isoenzymes a',' and aa, respectively. Chardonnel.
